http://www.bioone.org/loi/apps and Smouse, 2006) . P values from HWE tests were adjusted for multiple tests of signifi cance using the sequential Bonferroni method ( Holm, 1979 ) . The number of alleles per locus ranged from one to 12 across these 41 individuals, and H e ranged from 0 to 0.84. Within the Mexican samples, seven polymorphic loci were in HWE, fi ve signifi cantly deviated from HWE, and three were monomorphic. Within the Australian samples, nine polymorphic loci were in HWE, fi ve signifi cantly deviated from HWE, and one was monomorphic ( Table 2 ) . We used MICRO-CHECKER 2.2.3 ( van Oosterhout et al., 2004 ) to check each locus for further evidence of null alleles, scoring error due to stuttering, and large allele dropout. Four loci (Af03, Af47, Af32, Af26) showed signifi cant null allele frequencies at the target site, or evidence of scoring error due to stuttering. None of the loci showed evidence of large allele dropout. We checked all pairs of loci for linkage disequilibrium in GENEPOP and none were significant after sequential Bonferroni adjustment.
Primers for the 15 selected loci were also tested for amplifi cation and crossspecies transferability in 12 individuals of V. nilotica (8 recently collected and 4 herbarium specimens), two herbarium specimens of V. aroma (Gillies ex Hook. & Arn.) Seigler & Ebinger, and one each of the Australian species V. ditricha (Pedley) Kodela and V. suberosa (A. Cunn. ex Benth.) Kodela (Appendix 2). Isolation of DNA, PCR, and fragment analysis were as described above. Thirteen of the 15 loci amplifi ed successfully in the majority of individuals of V. nilotica , and eight of these were polymorphic for the small number of individuals examined. Amplifi cation success was lower for the remaining species (5-12 of 15 loci), possibly due to the use of DNA isolated from herbarium specimens.
CONCLUSIONS
These markers will be used to document the genetic diversity of V. farnesiana and to investigate the dispersal pathways leading to its current pantropical distribution. Given the successful sequences with eight or more di-, tri-, tetra-, or pentabase repeats. Redundant sequences were removed and primers were designed with a specifi ed PCR product length of 80-480 bp using Primer3 ( Rozen and Skaletsky, 2000 ) in QDD; default settings were maintained for all parameters except product length. The software identifi ed and designed primers for a total of 68 loci, of which 47 contained simple repeats and 21 contained tandem repeats ( Table 1 ) .
We followed the procedure outlined in Gardner et al. (2011) for further development of the 47 loci containing simple repeats. The 47 loci were trialed for amplifi cation using seven V. farnesiana individuals, each from a different population (Appendix 1), and 10-μ L reactions containing 1 × buffer, 0.5 U HotStarTaq DNA polymerase (QIAGEN), 1.5 mM MgCl 2 , 0.25 mM of each dNTP, 250 nM each forward and reverse locus-specifi c primer, and 10-50 ng genomic DNA. The following PCR conditions were used: 95 ° C for 15 min; followed by 28 cycles at 95 ° C for 30 s, 58 ° C for 90 s, and 72 ° C for 30 s; and a fi nal elongation step at 60 ° C for 30 min. PCR products were visualized on a 1.5% agarose gel stained with ethidium bromide. Twenty-eight loci amplifi ed a product of the expected size for all seven samples, with no unexpected secondary bands. These 28 loci were tested for polymorphism using forward primers tagged with 454A sequence tags and 454A sequencing tags labeled with either 6-FAM, NED, HEX, or PET (Applied Biosystems, Foster City, California, USA) following the method of James et al. (2011) and were run by Macrogen (Seoul, Korea) on a 3730xl DNA sequencer (Applied Biosystems) with a GeneScan 500 LIZ Size Standard (Applied Biosystems). Of the 28 loci tested, 26 loci (93%) were polymorphic, one (3.6%) was monomorphic, and one (3.6%) did not amplify for all samples under these conditions. Of the 26 polymorphic loci, 11 (42%) produced alleles that were affected by stuttering or amplifi ed weakly and were removed from further consideration. The remaining 15 (54%) polymorphic loci ( Table 1 ) were screened for variation in 20 recently collected individuals from a single population from southern Mexico, one herbarium specimen also from southern Mexico, and 20 recently collected individuals from northwestern Australia ( Table 2 ) , with DNA isolation, PCR, and fragment length analysis as described above. For each locus, we calculated the number and range of alleles, observed ( H o ) and expected heterozygosity ( H e ), and deviation from Hardy-Weinberg equilibrium (HWE) using GenAlEx ( Peakall 
